705-765) was only partially soluble when expressed in
E. coli, in contrast to a protein fragment comprising (Z scores between 2.2 and 5.5). Superposition of the conserved regions of those domains with the correresidues 683-771 of full-length ADAP. NMR chemical shift and line width analysis of a hexa-histidine-tagged sponding regions in ADAP-hSH3 typically resulted in rms deviations of 2.0-3.0 Å for the C␣ atoms with seversion of the latter fragment showed that residues 689-765 (domain numbering: residues 7-83) form a wellquence identities of 15%-25% for all residues. Interactive structural alignment of ADAP-hSH3 and the Fynordered domain that we refer to as the ADAP-hSH3 domain in this study. A stereoview of the 20 lowest SH3 domain for 32 residues (excluding the loop regions) resulted in an rms deviation of 2.0 Å for the C ␣ atoms energy structures of the domain is shown in Figure 2A and highlights the bipartite nature of the fold (see Table  and confirmed the structural similarity of the conserved twisted ␤ sheet of the ADAP-hSH3 domain scaffold to 1 for a summary of the structural statistics of the ensemble). In addition to the twisted ␤ sheet structure of the canonical SH3 domains. Despite the presence of an additional hydrophobic SH3 domain, which defines the major structural unit of the molecule (Figure 2 ), an N-terminal helix packs interface created at the helix-sheet junction, the ADAP fragment investigated here should be viewed as a single against the open side of the twisted sheet ( Figure 2B ) and contacts residues from ␤ strands b, c, and d, thereby domain since the N-terminal helix is clearly part of the overall fold of the protein domain. The rms deviation for defining a hydrophobic core ( Figure 2D ). Residues T42 and R43 at the tip of the RT loop are also in close the amino acids that connect the N-terminal helix with the canonical SH3 domain fold (residues 18-25) is comproximity to the C terminus of the helix (K16), and van der Waals interactions between these residues might parable to the rest of the domain, and the side chains of this "connector" make numerous van der Waals confurther stabilize the helix-sheet interface. In comparison to other SH3 domains, a fifth ␤ strand adjacent to the tacts with the residues of the SH3 domain. This contrasts with the observed case of SH3 domains involved in intrasingle-turn 3 10 helix is not seen in ADAP-hSH3 and no long-range NOEs from residues C-terminal to the 3 10 molecular interactions with target sequences that are separated by flexible or partially flexible regions. In the helix of the ADAP-hSH3 domain could be detected. One interpretation of this is that an additional strand within latter case, a peptide similar or identical to the internal target sequence can compete with the intramolecular ADAP-hSH3 would perturb the correct packing of resi- ADAP-hSH3 to bind proline-rich sequences was explored. Various proline-rich sequences, corresponding to representative ligands for SH3, WW, and EVH1 domains, were spotted onto a cellulose membrane and tested for binding to hSH3. Figure 4 shows a comparison of the binding of these sequences to Fyn-SH3 and ADAP-hSH3. As anticipated, Fyn-SH3 bound to a number of these sequences ( Figure 4A) , some of which correspond to well-characterized Fyn ligands. However, no binding was observed for the ADAP-hSH3 domain (Figure 4B) . In support of this finding, phage display results with ADAP-hSH3 as a bait showed no selection of proline-rich ligands from a randomized 9-mer library (data not shown). It was previously reported that the SKAP55- 
